Abstract
Introduction

36
Endosymbiotic bacteria Wolbachia infect approximately 40% of arthropod species 37 (Floate et al., 2006; Jeyaprakash and Hoy, 2000; Zug and Hammerstein, 2012) . In recent 
91
To collect accurate developmental stages of T. confusum, mated females were 92 allowed to oviposit on the black filter paper with little wheat flour in petri dishes. The 93 eggs were collected 24h after the start of oviposition. To collect first-instar larvae, eggs 94 were gently detached and collected from the substratum and allowed them to hatch in a 95 petri dish. Based on molting times and size, second-, third-, and fourth-instar larvae were 96 separated. Pre-pupae were white and longer than pupae, whereas pupae that displayed the 97 tan coloration of the adult cuticle were considered late pupae. Beetles were sexed at the 98 pupal stage based on their genital lobe morphology (Ming et al., 2015) . Adult insects were collected within 1 day after emergence as the new adults, 5~10 days after 100 emergence as the young adults, and over 90 days after emergence as the old adults. To 101 collect different tissues, the adult insects were broken with forceps under a dissecting 102 microscope, head, thorax, abdomen, middle gut, Malpighian tubule, testis, ovary tissues 103 were dissected and immediately used to DNA extraction.
104
DNA extraction
105
DNA from insect sample (whole insect body of larvae, pupae, adults and body parts 106 and tissues) was extracted using Takara MiniBest bacteria genome DNA extraction kit
107
(Takara Biotechnology (Dalian) Co., Ltd) according to the manufacturer' instruction.
108
DNA was preferentially extracted from female pupa or adults when possible, since they 109 tend to have the higher titers of Wolbachia (Ijichi et al., 2002 
133
The amplification reaction was monitored by using a set of fluorescent probes specific for Strain-specific primers to wCon were applied to all samples, and then total Wolbachia in abdomen than in thorax and head (Fig.3) . reproductive tissue and fat body than in the middle gut and Malpighian tubules (Fig.4) . (Table 2 ). In addition, the sex ratio of female/male offspring did not significantly 216 deviate from 1:1, and no significant differences were found between them (P>0.05).
217
Totally cytoplasmic incompatibility was expressed when w + males mated with w -218 females( 
Discussion
221
In this paper, we found that Wolbachia infection was detected only in the T. confusum (data not shown in this paper).
241
The absolute quantification method using TaqMan probe of real time qPCR to assay insect (Ikeda et al., 2003) , since the guts and reproductive tissues were too small to weigh 250 and the concentration of template DNA was available to be measured. 
